Oxidative stress refers to elevated reactive oxygen species (ROS) levels, and NADPH oxidases (NOXs), which are one of the most important sources of ROS. Oxidative stress plays important roles in the etiologies, pathological mechanisms, and treatment strategies of vascular diseases. Additionally, oxidative stress affects mechanisms of carcinogenesis, tumor growth, and prognosis in malignancies. Nearly all solid tumors show stimulation of neo-vascularity, termed angiogenesis, which is closely associated with malignant aggressiveness. Thus, cancers can be seen as a type of vascular disease. Oxidative stress-induced functions are regulated by complex endogenous mechanisms and exogenous factors, such as medication and diet. Although understanding these regulatory mechanisms is important for improving the prognosis of urothelial cancer, it is not sufficient, because there are controversial and conflicting opinions. Therefore, we believe that this knowledge is essential to discuss observations and treatment strategies in urothelial cancer. In this review, we describe the relationships between members of the NOX family and tumorigenesis, tumor growth, and pathological mechanisms in urological cancers including prostate cancer, renal cell carcinoma, and urothelial cancer. In addition, we introduce natural compounds and chemical agents that are associated with ROS-induced angiogenesis or apoptosis.
Introduction
Oxidative stress is defined as the imbalance between the production of pro-oxidants, such as free radicals and reactive metabolites, and their elimination by protective mechanisms, referred to as antioxidants ( Figure 1 ) [1] . The oxide balance is maintained by an endogenous enzymatic mechanism, but it is also affected by exogenous factors, such as lifestyle, medications, and diet [2, 3] . There is a general agreement that oxidative stress is closely associated with various complex physiological and pathological mechanisms [3, 4] . In addition, there is growing support for the concept that oxidative stress plays important roles in carcinogenesis, malignant behavior, and prognosis, in various types of cancer [4, 5] . Thus, understanding the pathological roles and regulatory mechanisms of oxidative stress in malignant cells and tissues is essential to discuss the observations and treatment strategies in patients with malignancies. Oxidative stress is defined as an imbalance between the cellular production of reactive oxygen species (ROS) and antioxidants (AOX). Under natural conditions, the production of pro-and antioxidants is in a stable equilibrium. Excessive ROS production or depletion of antioxidants can cause oxidative stress, which may damage cellular lipids, proteins, and DNA, with the latter leading to chromosomal instability and gene mutations. Oxidative stress is defined as an imbalance between the cellular production of reactive oxygen species (ROS) and antioxidants (AOX). Under natural conditions, the production of pro-and antioxidants is in a stable equilibrium. Excessive ROS production or depletion of antioxidants can cause oxidative stress, which may damage cellular lipids, proteins, and DNA, with the latter leading to chromosomal instability and gene mutations.
Oxidative stress refers to elevated intracellular levels of reactive oxygen species (ROS). ROS are a heterogeneous group of highly reactive ions and molecules derived from molecular oxygen (O 2 ), including superoxide anions, hydroxyl radicals, hydrogen peroxide, HOCl, and singlet oxygen [6] . Although ROS were initially believed to be toxic and associated with various pathological mechanisms, subsequent studies have shown that ROS also play crucial roles in physiological processes [7] . In fact, ROS can act as an antioxidant system to maintain redox homeostasis, even though they are recognized as strong pro-oxidants themselves [8] . Thus, various evidence supports the fact that the biological roles of ROS are complex and paradoxical [7, 9] . The degree of ROS production is speculated to be the determinant factor in such dual roles. In short, a low or moderate increase in ROS promotes cell proliferation, apoptosis, angiogenesis, and migration in physiological conditions, and ROS act to maintain cellular homeostasis [10] . In contrast, excessive production of ROS can cause oxidative stress, which may damage cellular lipids, proteins, and DNA [6, 11] . Thus, balancing the ROS level is important for regulating cell proliferation, apoptosis, migration, and angiogenesis, and under normal conditions, the production and elimination of ROS are tightly controlled through the help of ROS scavengers (endogenous antioxidants) of an enzymatic (e.g., catalase, glutathione peroxidase system) or a non-enzymatic (e.g., ascorbic acid, lipoic acid, α-tocopherol) nature.
As mentioned above, excessive ROS production causes DNA damage and promotes the activities of oncogenes and/or inhibits tumor-suppressor genes. For example, H 2 O 2 has been shown to stimulate an activating mutation of the proto-oncogene, c-Ha-ras-1, whereas it inhibits the function of the tumor-suppressor gene, p53 [12] . In addition to such genetic changes, ROS are known to stimulate carcinogenesis via various epigenetic alterations. The methylation of tumor-suppressor genes is the most representative epigenetic alteration in oxidative stress-induced carcinogenesis. For example, H 2 O 2 has been reported to hypermethylate tumor-suppressor genes, such as retinoblastoma, Von Hippel-Lindau, and breast cancer 1 [13, 14] . Furthermore, the activities of various proteins and signaling molecules, such as mitogen-activated protein kinase (MAPK) and extracellular regulated kinase (Erk)1/2 (associated with cell proliferation [15, 16] ), nuclear factor κB (NFκB) (involved in cell proliferation and the cell cycle [17] ), and 3-phosphoinositide-dependent kinase (PDK)-1 (involved in cell proliferation and apoptosis [16] ), are affected by ROS. Phosphoinositide 3-kinase (PI3K)/Akt (protein kinase B) signaling, implicated in cancer cell proliferation, is also modulated by ROS [18] . Interestingly, ROS can suppress the activity of phosphatase and tensin homolog (PTEN), recognized as inhibitor of PI3K/Akt signaling [19] . PI3K/Akt signaling is also associated with various malignant behaviors, including apoptosis, angiogenesis, and chemotherapy resistance [18] . Thus, ROS can regulate the activities of cancer-related pathways, via direct and indirect mechanisms.
The mitochondrial electron transport chain is suggested to be the major endogenous source of ROS [20] . Other important sources of ROS are enzymes, such as NADPH oxidase (NOX), xanthine oxidase (XO), and lipoxygenase (LOX) [21] . Among these, special attention has been paid to NOX because it is the best-known source of cellular ROS and because of its cross-talk with mitochondria [22, 23] . Furthermore, increased ROS lead to the upregulation of cyclooxygenase (COX)-2 activity [24] . ROS also activate matrix metalloproteinases (MMPs), which can degrade basement membranes and the extracellular matrix [25] . Interestingly, tissue inhibitors of metalloproteinases (TIMPs), endogenous inhibitors of MMPs, are downregulated by ROS [26] . In addition to the MMP/ TIMP system, urokinase-type plasminogen activator (uPA) is well known to degrade extracellular compounds, and ROS have been reported to induce uPA expression via regulation of MAPK [15] . Furthermore, ROS directly regulate the activity of β-actin, a regulator of cell adhesion [27] . Previous reports have shown that such ROS-related molecules play crucial roles in carcinogenesis and malignant aggressiveness, via the regulation of cell differentiation, proliferation, invasion, and angiogenesis in several types of cancer [11, 16, 21, 28] . Based on these facts, ROS are speculated to be closely associated with pathological mechanisms as well as with outcomes in cancer patients. In fact, elevated oxidative signaling because of excessive production of ROS has been reported to be associated with carcinogenesis and malignant behavior [28] [29] [30] [31] , and cancer cells have higher ROS levels than their normal counterparts [32] .
Thus, information on ROS-related molecules and pathways is important to understand the pathological mechanisms and to discuss the treatment strategies in several types of malignancies, including urological cancers. Several investigators are of the opinion that ROS are crucial for cell survival, angiogenesis, invasion, and extravasation [33, 34] . Among these biological phenomena, angiogenesis plays crucial roles in cell survival, via the supply of oxygen and nutrients, and cell dissemination in solid tumors. In other words, solid malignant tumors are regarded as "vascular diseases". In fact, increased levels of ROS have been reported in several cancer cells, and play important roles in tumor development, cell survival, and progression [34] [35] [36] . Therefore, in this review, we present a simplified outline of the proposed mechanisms of oxidative stress under normal and pathological conditions, including malignancies. Further, we summarize the pathological significance of NOXs in urological cancers, such as prostate cancer, renal cell carcinoma (RCC), and urothelial cancer. Finally, we show the relationships between ROS and apoptosis in pathological conditions, including malignancies, and natural products and chemical agents that influence ROS-related apoptosis in urological cancers are introduced.
NOX and Urological Cancer

Pathological Significance of NOX1-5 in Malignancies
NOX was first described in the context of leukemia. The NOX family comprises seven isoforms: NOX 1-5 and dual oxidases (DUOX) 1 and 2. NOX 1-5 generate superoxide anions, whereas DUOX1 and 2 generate H 2 O 2 [37] . As mentioned above, the NOX family is one of the major sources of ROS and one of the key regulators in ROS-related mechanisms expressed in various epithelial cells. In regard to stimuli of mammalian NOXs, chemicals, inflammatory factors, and changed cellular environments are the best known [38, 39] . NOX-mediated ROS are reported to stimulate various pro-oncogenes, such as Src and Ras, and to inhibit tumor suppressors, such as p53 and PTEN [40] . In addition, NOXs and NOX-mediated ROS can mediate cellular transformation and genetic programming related to cell growth [40] [41] [42] . Furthermore, malignant cells generate NOX-dependent extracellular superoxide anions, which contribute to the control of cell proliferation and intracellular ROS/reactive nitrogen species-dependent signaling pathways that cause apoptosis [43, 44] . Consequently, during tumor progression, tumor cells establish resistance towards intracellular signaling, though the expression of membrane-associated catalase [45] . Thus, information about the pathological significance of NOXs is essential for understanding the relationship between oxidative stress and tumorigenesis, cell survival and death, cell dissemination, and the prognosis of malignancies.
NOX1 is most highly expressed in the colon epithelium and to a lesser extent in endothelial cells, vascular smooth muscle, and the prostate [41, 46, 47] . NOX1 has been reported to be closely associated with malignant potential, apoptosis, and angiogenesis, under various conditions [47, 48] . The overexpression of NOX1 in NIH3T3 fibroblasts has induced malignant transformation, rendering them slightly tumorigenic in athymic mice [41] . Because of these facts, the function of NOX1 in human cancer has been focused on among the NOX family members [49] . In fact, NOX1 is associated with cell proliferation in colon cancer [50] and carcinogenesis in skin cancer [51] .
NOX2 was first described in phagocytic leukocytes and recognized as a mediator of inflammation. NOX2 has also been widely studied in humans. Similar to NOX1, NOX2 is suggested to play important roles in carcinogenesis. Actually, NOX1-and NOX2-induced ROS production is a cause of DNA damage by acidic bile reflux in esophageal cells [52] . From this finding, it has been suggested that inhibition of ROS, induced by reflux, could be a useful strategy for preventing DNA damage and decreasing the risk of tumorigenic transformation caused by gastroesophageal reflux disease, which is the greatest risk factor for esophageal adenocarcinoma. Investigators have also reported pathological roles of NOX2 in malignancies. For example, NOX2-derived ROS facilitate the metastasis of melanoma cells, by downmodulation of NK-cell function [53] , immunosuppression by chronic myelomonocytic leukemia (which depends on NOX2 [54] ), and cell proliferation-which is associated with NOX2 in gastric cancer [55] .
NOX3 is expressed in the inner ear [56] . Increased NOX3 protein expression has been detected after heavy ion irradiation, which also induces other NOXs (NOX 1, 2, 4, and 5) [57] . In non-small cell lung cancer, NOX3 has been linked to tumor growth [58] . The mechanism of NOX3 regulation is less well known than those of other isoforms.
NOX4 is highly expressed in the kidneys [59] . Various growth factors and their receptors, such as insulin-like growth factor (IGF)-1, transforming growth factor β (TGF-β), and toll-like receptor 4 (TLR4), have been reported to stimulate NOX4 activity [60] [61] [62] . Interestingly, stimulation of the IGF-1 receptor was positively associated with cell survival via induction of NOX4-generated ROS in a variety of cancers [60] . Furthermore, NOX4 is associated with tumor growth and the prevention of apoptosis in the presence of growth factors in several malignancies [63, 64] . In addition, NOX4 stimulates angiogenesis through the upregulation of vascular endothelial growth factor (VEGF)-A and hypoxia-inducible factor (HIF)-1α in a variety of cancers [65] , and siRNA-mediated knockdown of NOX4 inhibited VEGF-induced endothelial cell migration and proliferation [66] . In a mouse model, NOX4 expression was upregulated in new capillaries in brain ischemia-induced angiogenesis [67] . Thus, NOX4 is suggested to play crucial roles in aggressive malignancy.
NOX5 is detected in various normal tissues, including the fetal tissues, as well as in the adult spleen and uterus [59] . Increased mRNA expression of NOX5 has been detected in cell lines and tumor tissues of various malignancies, including melanoma and breast cancer, but not in colorectal, hepatic, and ovarian cancer and Ewing's sarcoma [68] . In contrast, NOX5 mRNA expression in testicular tumor tissues was significantly lower than that in the adjacent normal ones [68] . On the other hand, NOX5 is reportedly associated with pathological significance in esophageal carcinoma [69] , and plays important roles in angiogenesis via the stimulation of endothelial cells and vascular muscle cells in malignancies [70] . Thus, the pathological functions of NOX5 in malignancies have widely been investigated in both in vivo and in vitro studies.
Pathological Significance of DUOX1 and 2 in Malignancies
In contrast to the quite well elucidated roles of NOXs, the functions of the two DUOX isoforms remain unclear. DUOX1 expression was not detected in lung cancer cells [71] . In addition, the DUOX1 mRNA expression level in hepatocellular carcinoma tissues is lower than that in non-cancerous tissues [72] . Similar results have been found in various other cancers, including esophagus cancer, lung cancer, and thyroid cancer [73] . Thus, DUOX1 expression is suppressed in various malignancies. In contrast, in one report, the reintroduction of functional DUOX1 into lung cancer cell lines increased cell migration and wound repair, without affecting cell growth [71] . In addition, DUOX1 has been identified as a risk factor for the prognosis of hepatocellular carcinoma patients after surgery [74] . DUOX2 mRNA and protein are reportedly expressed in several malignancies, including lung, breast, colorectal, gastric, and pancreatic cancers [75, 76] . In contrast, lung cancer cells show losses of DUOX2 expression [71] . In another report, no significant differences in DUOX2 expression were found in carcinomas originating from the breast, lung, skin, stomach, or thyroid [73] . Thus, there is no general agreement on the pathological significance of DUOXs in malignant tumors.
Pathological Significance of the NOX Family in Urological Cancers
NOX 1-5 in Prostate Cancer
In an in vivo study, the overexpression of NOX1 mRNA was not detected in three prostate cancer cell lines (DU145, LNCaP, and PC-3) [77] . In addition, DU145 cells do not express NOX1 mRNA [78] . On the other hand, one study reported that NOX1 m-RNA is expressed at a low level in DU145 cells and at higher levels in LNCaP and VCaP cells [79] . Thus, while there is controversy regarding NOX1 expression in prostate cancer cells, NOX1 expression seems to be absent or low in DU145 cells.
In animal experiments using nude mice, NOX1 overexpression increased tumorigenesis and tumor growth in DU145 human prostate cancer cells [80] . A similar result in an animal model has been reported by other investigators [81] . In the transgenic adenocarcinoma of the mouse prostate (TRAMP) mice, NOX1 expression was significantly higher in high-grade prostatic intraepithelial neoplasia (PIN) and cancer cells, than in low-grade PIN and normal prostate epithelial cells [82] . However, NOX1 acted as a potent trigger of angiogenesis via the upregulation of VEGF in a DU145 xenograft model [80] . Thus, animal experiments have shown that NOX1 is positively associated with tumorigenesis and malignant behavior in prostate cancer. Furthermore, in recent years, in vitro models using adenovirus vectors have shown that NOX1 plays a role in the cell death of prostate cancer cells [83] , and NOX1 has been associated with metastatic potential in a series of cell lines developed from LNCaP [81] .
In humans, NOX1 mRNA and protein are overexpressed in prostate cancer as compared to non-tumor prostate tissues [81, 84] . However, according to the Human Protein Atlas repository version 12 (www.proteinatlas.org), high protein expression has been detected in both tumor cells and non-tumoral epithelium, and several studies in humans have reported that the NOX1 mRNA level did not significantly differ between benign and malignant prostate tissues [68, 79] . Unfortunately, there are few reports on the relationship between NOX1 expression and pathological features in patients with prostate cancer. In the report by Arnold et al. [84] , the high protein expression of NOX1 was not associated with any clinicopathological features, biochemical failure, or survival.
In contrast to NOX1, NOX2 mRNA expression has been detected in DU145, PC-3, and LNCaP cells, but not in normal cell lines [78] . mRNA levels of NOX2 were reported to be higher in PC-3, DU145, and VCaP cells than in the benign prostate cell lines, EP156T and RWPE1 [79] . However, other investigators have shown that mRNA expression of NOX2 was low or undetectable in three of these cancer cell lines (LNCaP, DU145, and PC-3) [68] . A similar observation has been reported in 17 patients with moderately to poorly differentiated prostate adenocarcinoma tissues [68] . According to the Human Protein Atlas repository version 12 (www.proteinatlas.org), NOX2 shows low protein expression in both tumor cells and non-tumoral epithelium, while it is prominently expressed in stromal tissues. As for mRNA expression, the NOX2 status in malignant prostate tissues is similar to that in benign tissues [79] . Thus, although several studies have shown that NOX2 expression is increased in prostate cancer as compared to non-tumoral tissues, opposite results have been shown by in vivo studies. Unfortunately, there is little information on the pathological significance of NOX2 expression in prostate cancer.
As mentioned above, the pathological significance of NOX3 in malignancies is not yet fully understood. NOX3 mRNA and protein expression was not observed in the prostate cancer cell lines, DU145, LNCaP, and PC-3 [68, 77, 78] . Protein expressions of NOX 1, 2, 4, and 5 have been detected in PC-3 cells, while NOX3 expression was absent [85] . Furthermore, no significant difference in NOX3 mRNA expression was detected between human prostate cancer tissues and non-tumoral tissues [68, 79] . Although the information on NOX3 expression in prostate cancer is scarce, studies have shown that NOX3 has limited or no pathological significance in prostate cancer.
NOX4 is reportedly expressed in DU145, PC-3, and LNCaP cells, but not in a normal prostate cell line [78] . In addition, NOX4 mRNA levels in prostate cancer are significantly higher than those in benign prostate tissues [79] . In contrast, in a study by Juhasz et al., overexpression of NOX4 mRNA was not detected in the above three cell lines and human prostate cancer tissues [68] . According to the Human Protein Atlas repository version 12 (Available online: www.proteinatlas.org), tumor cells and non-tumoral epithelium show low NOX4 protein expression. Regarding its pathological roles, NOX4 is reported to contribute to angiogenesis via the upregulation of VEGF [65] . Interestingly, in rat prostate cancer, castration results in dramatic increases in NOX1, NOX2, and NOX4 [86] . Regarding the relationship between hormonal conditions and NOXs, NOX2 and NOX4 mRNA levels were upregulated by androgens and downregulated in the absence of androgens in the human androgen-responsive but not dependent prostate cell line, 22Rv1 [87] . This NOX-related mechanism, which involves ROS production, is associated with radiosensitivity in prostate cancer cells [87] . On the other hand, no significant change in NOX5 mRNA levels was observed upon castration in rats with prostate cancer [86] . In addition to androgens, adiponectin has induced a strong increase in NOX2 and NOX4 mRNA expression in DU145 and 22Rv1 human prostate cancer cells, which were NOX2-dominated and NOX4-dominated, respectively [88] .
Kumar et al. reported NOX5 expression in prostate cancer cell lines (DU145, PC-3, and LNCaP cells), while it was not detected in a normal prostate cell line [78] . Other investigators detected NOX5 mRNA in benign prostate cancer cells (RWPE1) and cancer cell lines (LNCaP, VCaP, DU145, and PC-3), with the highest levels being observed in LNCaP and PC-3 cells [77, 79] . From these results, it can be said that NOX5 mRNA is widely expressed in prostate cancer cell lines. Actually, NOX5 is held to be the most consistently expressed member of the NOX family in prostate cancer cell lines [79] . However, Juhasz et al. observed overexpression of NOX5 mRNA in PC-3, but not in DU145 cells [68] . Thus, there is a possibility that NOX5 mRNA expression may rely on androgens. Furthermore, a comparative analysis of NOX5 gene expression in tumor samples vs. adjacent non-malignant tissue showed no significant differences [68] . Brar et al. reported that, in human prostate tissues, NOX5 mRNA is widely expressed in both cancer and normal glands, based on which, the authors concluded that NOX5 mRNA expression is not a marker of malignant transformation [77] . Similar results have been reported for NOX5 protein expression in human tissues; NOX5 protein was expressed in 50 out of 62 human prostate cancer tissues (80.6%) in a study by Antony et al. [89] . Based on data in the Human Protein Atlas repository version 12 (Available online: www.proteinatlas.org), both tumor cells and non-tumoral epithelium highly express NOX5 protein. In addition, it has been reported that protein expression levels of NOX-5 are not significantly different between cancer and benign tissues [79] . On the other hand, decreased mRNA expression of NOX5 in prostate cancer, as compared to benign tissues, has been reported [79] . This finding suggested that NOX5 acts as a tumor suppressor in the carcinogenesis of prostate cancer. However, the relationship between NOX5 expression and carcinogenesis is not entirely clear, and more detailed and wider studies are necessary. Regarding the pathological roles of NOX5, several reports have shown that downregulation of NOX5 expression inhibits cell proliferation and tumor growth and induces apoptosis in PC cells [77] [78] [79] 90] . In addition, in PC-3 cells, NOX5 silencing led to a significant increase in apoptosis via the stimulation of caspase-3 and -7 [79] . From these facts, NOX5 is thought to stimulate the cell survival of prostate cancer cells.
DUOX1 and 2 in Prostate Cancer
Overexpression of DUOX1 mRNA was not detected in the three prostate cancer cell lines, LNCaP, DU145, and PC-3 [63] . Other investigators reported that DUOX1 mRNA was detected at high levels in DU145 cells; however, such high expression was also detected in the benign prostate cell lines, EP156T and RWPE1 [79] . PC-3 cells express DUOX1 protein, but at a level similar to that in HeLa cells [85] . In humans, DUOX1 is highly expressed in both normal and prostate tumor tissues, and while some patients showed higher DUOX1 expression in tumoral tissues than in normal ones, the authors did not judge that the difference was significant [68] . According to the Human Protein Atlas repository version 12 (Available online: www.proteinatlas.org), DUOX1 protein expression is not detected in tumor cells and non-tumoral epithelium. On the other hand, it has been reported that DUOX1 mRNA expression in prostate cancer tissues is significantly lower than that in non-tumor tissues [79] . Thus, although DUOX1 expression has been detected in prostate cancer cells, its pathological significance is not fully understood.
DUOX2 mRNA expression has been reported to be low or undetectable in prostate cancer cell lines [68] . Other investigators detected high expression of DUOX2 mRNA in DU145 cells, but not in PC-3 cells [79] . Although DUOX2 expression has been observed in human cancer tissues, it is also highly expressed in normal tissues, indicating that DUOX2 is not overexpressed in human cancer tissues [68] . In addition, DUOX2 mRNA expression in prostate cancer tissues did not differ from that in non-tumoral tissues [68] .
Several reports have shown pathological roles of DUOXs in prostate cancer. For example, BxPC-3 cells responded to interferon-γ treatment by upregulating DUOX2 protein [75] . There is a report that ROS levels in prostate cancer (PC-3 cells) are constitutively maintained by DUOX1 and 2, and these ROS lead to increased apoptosis resistance via positive regulation of Akt signaling [85] .
NOXs and DUOXs in RCC
In contrast to prostate cancer, there is very limited information on the expression of NOXs in RCC. In an in vitro study, the activation of NOX1 and NOX4 maintained HIF-2α protein expression and thereby contributed to the tumorigenesis of RCC [91] . NOX4 expression in RCC cell lines was higher than that in a normal renal tubular cell line [91] . In vivo, inhibition of NOX4 expression by siRNA, abrogated tumorigenesis, cell invasion, and tumor growth in a murine xenograft model of RCC [92] . In a study by Chang et al., NOX4 contributed to the chemoresistance of RCC, by regulating apoptotic signaling, including anti-apoptotic B-cell lymphoma (Bcl)-XL and Bcl-2 and pro-apoptotic Bax [93] . Unfortunately, there are only a few reports on the expression and pathological roles of NOX2, 3, and 5 in RCC.
DUOX1 and 2 were reported to be highly expressed in both normal and RCC tissues [68] . However, there is no report with detailed information on the pathological significance of DUOXs in RCC. There is a general agreement that ROS-mediated mechanisms of oxidative stress play important roles in carcinogenesis, tumor development, and progression in RCC [94] . Specifically, angiogenesis is one of the important processes for tumor growth, cell dissemination, and prognosis in RCC. Unfortunately, there is no report on the angiogenic roles of NOXs. Therefore, more detailed and wider studies are necessary to discuss the pathological characteristics of this disease.
NOXs and DUOXs in Urothelial Cancer
Similar to RCC, the information on NOXs in urothelial cancer is insufficient to discuss their pathological roles in tumorigenesis and malignant aggressiveness. NOX1 protein expression is higher in high-grade and invasive disease than in low-grade and non-invasive disease, in human bladder cancer tissues [49] . Unfortunately, additional results on NOX1 expression in urothelial cancer have not yet been reported. However, several reports suggest that NOX1 is associated with tumor development and apoptosis in urothelial cancer. For example, the silencing of ALKBH8, a member of the human AlkB family of DNA repair molecules [95] , leads to a decrease in ROS production, via the downregulation of NOX1 in urothelial cancer and to apoptosis resistance, resulting in bladder cancer development [49] . In addition, other reports have shown that the knockdown of NOX1 reduces ROS production and apoptosis by FK228, a histone deacetylase inhibitor, in a human bladder cancer cell line (J82 cells) [96] .
Overexpression of NOX2 has been detected in urothelial cancer cells, whereas expression in normal urothelial cells is low, suggesting that NOX2 may play a crucial role in the carcinogenesis of urothelial cancer [97] . However, this study also showed that NOX2 expression was not significantly associated with grade or pT stage in 93 patients with urothelial cancer [97] . In another report, the DNA repair molecule, ALKBH3, was positively associated with urothelial cancer cell survival, through NOX2-dependent ROS production [97] . Thus, NOX2 is speculated to be required for tumor growth in urothelial cancer.
NOX4 is highly expressed in the urothelial cancer cell lines, T24, UMUC6, and KK47 [93] . In addition, NOX4 overexpression was detected in the cancer tissues of patients with low-or high-grade and non-invasive or invasive urothelial cancers, including carcinoma in situ, as compared to normal urothelium [98] . However, its level was not significantly correlated with the grade, pT stage, or tumor growth in 82 patients with urothelial cancer [98] . Although pathological roles of NOX4 expression were not speculated to be important, the authors observed significantly higher NOX4 immunostaining in the percutaneous lesion dysplasia than in normal urothelium [98] . Regarding apoptosis, NOX4 gene silencing did induce a change in the apoptotic activity of urothelial cancer cells [49] . Conversely, leukotriene B4 receptor 2 regulates cell invasion and metastasis by ROS production in urothelial cancer, and NOX1 and NO4 are associated with the mechanism of this phenomenon [99] .
To our knowledge, there are no reports on the expression of NOX3 and NOX5 in urothelial cancer. We emphasize the importance for further investigation into the expression and pathological roles of NOX3 and NOX5 in urothelial cancer. Furthermore, we should note that the discussion of the biological activities and pathological significances of NOX family members was based on mRNA expression in cell culture. In other words, there is less information on the protein expression of the NOX family in human cancer tissues because of the lack of reliable antibodies. In recent years, specific antibodies for NOX family members have been developed. Wider and more detailed studies are expected to clarify the pathological significance and prognostic roles of these enzymes in urological cancers. We summarized pathological roles of NOX family in prostate cancer, renal cell cancer, and urothelial cancer in Table 1 . 
Angiogenesis/ Angiogenesis-related factors 
Angiogenesis and ROS
Proliferation, migration, and tube formation of endothelial cells are well known to be important steps of cancer-related angiogenesis. ROS can modulate tumor angiogenesis via the regulation of these steps [28] . VEGF-A is well known as one of the strongest pro-angiogenic factors under physiological and pathological conditions. Numerous studies have reported a positive correlation between VEGF-A expression and angiogenesis in cancer tissues evaluated by micro-vessel density [100, 101] . Although various pathways have been reported to be regulators of VEGF-A expression, ROS are also known to be a representative VEGF-A-related factor under pathological conditions, including malignancies [102] [103] [104] . In addition to VEGF-A, information on hypoxia-induced changes is essential for a discussion of the pathological roles of tumor angiogenesis in urological cancers, especially in RCC. Hypoxia can also affect ROS production and this is recognized as a regulator of angiogenesis in these cancers [105] [106] [107] . Therefore, several investigators have paid special attention to the relationship between angiogenesis and ROS production in malignant tumors. In fact, detailed molecular regulatory mechanisms of angiogenesis, induced by ROS under pathological conditions, including malignancies, have been described in previous excellent reviews [28, 108, 109] . In this review, we demonstrate the factors modulating angiogenesis by ROS production in urological cancers.
Angiogenesis and ROS in Prostate Cancer
Various types of chemical agents, chemokines, and natural compounds can mediate carcinogenesis, malignant behavior, and treatment response, via the regulation of tumor angiogenesis. In addition, ROS are often associated with angiogenesis-related mechanisms in prostate cancer. In this section, we describe representative examples of factors that produce ROS and thus affect angiogenesis in prostate cancer.
Arsenite, an environmental toxicant, widely distributed in water, food, and air, acts as a carcinogen for prostate cancer, via the activation of PI3K/Akt signaling and the expression of VEGF and HIF-1α. ROS have been associated with this mechanism in DU145 cells [110] . In addition, Ampelopsin (dihydromyricetin), a natural flavonoid, is suggested to be a useful agent for the prevention and treatment of prostate cancer, and suppression of ROS and angiogenesis is thought to underlie its anti-cancer effects [111] . Similar effects of other flavonoids have been reported in the androgen-independent prostate cancer cell line, PC-3 [112] .
Regarding chemical agents, vanadate, known as sodium orthovanadate, is associated with carcinogenesis for prostate cancer, via angiogenesis-and ROS-related mechanisms [105] . Conversely, when the anti-cancer effects of a combination therapy with paclitaxel and S13 (a tyrosine kinase inhibitor with a prevalent specificity for Src) were analyzed in a hormone-insensible prostate cancer cell model, tumor growth and angiogenesis were suppressed by the concomitant impairment of endothelial migration and VEGF production [113] . Interestingly, significant effects were observed in combination therapy versus control and single treatments, and a reduction in ROS production was similarly found only in combination therapy [113] . In brief, the combination of paclitaxel and S13 may strongly inhibit tumor angiogenesis, via the reduction of ROS production. In addition to anti-cancer agents, ROS are associated with interleukin-6-related radio-sensitivity and tumor angiogenesis in animal models [114] . However, angiogenesis is suppressed by exosomes derived from menstrual stem cells through a reduction in the secretion/activity of pro-angiogenic molecules, such as VEGF and NF-κB, and ROS inhibition is associated with this mechanism in prostate cancer [115] . Thus, ROS plays important roles in angiogenesis, caused by various stimuli, in prostate cancer.
Angiogenesis and ROS in RCC and Urothelial Cancer
As mentioned above, as angiogenesis is the most important step in tumor growth and progression in RCC, anti-angiogenetic agents are useful for angiogenesis treatment. In fact, hypoxia induces ROS production, and subsequently activates RhoA, which leads to angiogenesis through HIF-1α induction and VEGF production in RCC [106] . Unfortunately, the information about ROS-induced angiogenesis in RCC is very limited. In regard to natural compounds, piperlongumine-an alkaloid present in the fruit of the long pepper (Piper longum)-and its analogs, rapidly reduced protein and mRNA levels of c-Met, a regulator of angiogenesis, via a ROS-dependent mechanism in the RCC cell lines, 786-0 and PNX0010 [116] . However, the combination of quercetin (a flavonoid) and hyperoside (an organic compound) was reported to decrease ROS production by up to 2.25-fold, which correlated with angiogenesis in 786-0 cells [117] .
Similar to RCC, there are few reports on ROS-induced angiogenesis in urothelial cancer. Platinum agents, such as cisplatin and carboplatin, are key drugs for the treatment of patients with advanced urothelial cancer. Cis-dichlorodiammineplatinum has been reported to increase ROS production in the urothelial cancer cell lines, T24, KU-1, and KU-19-19. In addition, it upregulates angiotensin II type 1 receptor (AT1R) expression though ROS production and enhances VEGF production [118] . Conversely, AT1R expression has been reported to be significantly associated with microvessel density in non-muscle-invasive bladder cancer [119] . The same research group showed that AT1R signaling was upregulated when tumors progressed after cisplatin-based regimens, and there was increased ROS production related to this phenomenon in bladder cancer [118] . The knockdown of ALKBH3 led to the downregulation of angiogenesis, ROS production, and VEGF expression in bladder cancer, in vitro and in vivo, in an orthotopic mouse model [97] . In addition to ALKBH3, ALKB8 is reported to be significantly associated with tumor grade, cancer cell invasion, and prognosis, via the regulation of angiogenesis and ROS production in urothelial cancer [49] . Other investigators have reported that MMP-1, which is associated with cell invasion and metastasis, is upregulated under hypoxic conditions. Such hypoxia-induced changes in MMP-1 expression are accompanied by the stabilization of HIF-1α and -2α and a rise in intracellular ROS in metastatic 253J-BV cells [107] . The authors concluded that ROS play important roles in hypoxia-mediated MMP-1 expression, and that HIF stabilization under hypoxia is dependent on increases in intracellular ROS levels.
Apoptosis and ROS
Apoptosis or programmed cell death is executed via two major pathways: the extrinsic (death receptor-dependent) and the intrinsic (mitochondrial) pathway. In the extrinsic pathway, apoptosis is regulated by the binding of death-inducing ligand. For example, the interaction between Fas ligand (FasL) and its receptor, Fas receptor (FasR), leads to the activation of the caspase cascade and the induction of apoptosis. Apoptosis via the caspase cascade can be also stimulated by the ligation of tumor necrosis factor (TNF)-α and TNF-related apoptosis-inducing ligand (TRAIL) to their respective receptors, such as TNF receptor and death receptors. The intrinsic pathway is not necessarily initiated by intracellular effects, but may be initiated by outside triggers as well [120, 121] . However, apoptosis by the intrinsic pathway is often initiated by increased mitochondrial membrane permeability. In short, pro-apoptotic factors, such as cytochrome-c and apoptosis-inducing factor, are released from the mitochondria though the mitochondrial permeability transition pore. The intrinsic pathway of apoptosis is tightly regulated by the balance of the B-cell lymphoma 2 (Bcl-2) family, composed of pro-and anti-apoptotic Bcl-2 proteins. As pro-apoptotic members, Bax, Bad, and Bid, are well known. Bcl-2, Bcl-cl, and Mcl-1 are representative anti-apoptotic factors. These members of the Bcl-2 family are regulated by ROS, via direct and indirect mechanisms [122, 123] . Detailed apoptotic mechanisms induced by ROS under pathological conditions have been described in previous reviews [124, 125] . Therefore, we here pay special attention to natural products and chemical agents that produce ROS and consequently modulate apoptosis in urothelial cancers.
ROS and Apoptosis in Prostate Cancer
Total flavonoids extracted from persimmon leaves, which are used as a herbal medicine in Asia, have been recently reported to induce mitochondrial apoptosis, via the inactivation of Bcl-2, upregulation of Bax, and release of cytochrome c in the androgen-independent prostate cancer cell line, PC-3 [125, 126] . In addition to these mitochondria-related pathways, flavonoids induced apoptosis by ROS production [126] . Anethole, which is a major constituent of Foeniculum vulgare (fennel) essential oil and is widely used in folk medicine, inhibited cell proliferation, migration, and colony formation and induced apoptosis and cell arrest by ROS production [127] . Actually, numerous studies have shown that the induction of apoptosis by natural products reduced ROS production in prostate cancer cells. Because of space constraints, we introduce only the most recent reports published in 2017; Punica granatum (pomegranate) peel in mouse prostate cancer cells (TRAMP-C1) [128] ; a new nanoemulsion system of rutin in PC-3 [129] ; benzyl isothiocyanate in cruciferous plants in CRW-22Rv1 and PC-3 [130] ; curcumin and resveratrol in LNCaP and PC-3 cells [131] ; Chikusetsu saponin Iva, isolated from Aralia taibaiensis in PC-3 [132] ; chrysin, a natural flavone found in numerous plant extracts, honey, and propolis, in DU145 and PC-3 cells [133] ; lasalocid, an antibiotic from the group of carboxylic ionophores produced by Streptomyces lasaliensis, in PC-3 [134] ; naringenin, an anti-oxidant flavonoid derived from citrus, in PC-3 [135] ; and coumestrol, a major phytoestrogen abundant in soybeans, legumes, Brussels sprouts, and spinach, in LNCaP and PC-3 cells [136] . Furthermore, treatment with WZ35, a chemical analog of curcumin, induced apoptosis in two prostate cancer cell lines (RM-1 and DU145), and this anti-cancer effect depended on ROS production [137] .
In addition to natural products, various chemicals have been reported to modulate apoptosis via ROS production. For example, salinomycin, a promising anti-cancer drug, induced apoptosis via ROS production, and this mechanism was related to ROS-mediated autophagy through the regulation of the PI3K/Akt/ mechanistic target of rapamycin (mTOR) and ERK/p38 MAPK signaling pathways [138] . In addition, toyocamycin, an antibiotic agent isolated from Streptomyces species, enhanced the apoptosis of PC-3 cells by the ROS-mediated signaling pathway, ERK/p38 MAPKs [139] . Conversely, there are several reports on the relationship between ROS production and treatment efficacy in prostate cancer. For example, treatment with JS-K, a glutathione S transferase-activated nitric oxide donor prodrug, for 24 h, increased the proportion of apoptotic cells, by inducing ROS production in prostate cancer cells (22RV1, C4-2, LNCaP, and PC-3) [140] . Interestingly, these authors also showed that the pro-apoptotic effect of JS-K is dose-dependent, and 22RV1 and C4-2 cells were more sensitive than LNCaP and PC-3 cells [141] . Furthermore, although selenite had a partial pro-apoptotic effect and carmustine showed no apoptosis induction in EGF-stimulated PC-3 cells, combination treatment with carmustine and selenite dramatically induced apoptosis in EGF-stimulated PC-3 cells [141] . This combination treatment increased ROS production, which triggered apoptosis in 22RV1 and PC-3 cells [141, 142] . Based on these facts, this combination treatment was speculated to induce apoptosis via ROS production in prostate cancer cells. Similar findings have reported for the combination of orlistat, an anti-obesity drug, and 5-aminoimidazole-4-carboxamide ribonucleotide, an analog of adenosine monophosphate (AMP) that is capable of stimulating AMP-dependent protein kinase (AMPK) activity [143] .
Apoptosis and ROS in RCC
Similar to prostate cancer, various substances and agents are associated with apoptosis via ROS production in RCC. Various chemical compounds have been shown to induce ROS production and to modulate apoptosis in RCC cells. Galangin, a flavonoid extracted from the root of Alpinia officinarum, induced apoptosis by increasing the intracellular concentration of ROS [144] . Eupatilin, a pharmacologically active component found in Artemisia asiatica, induced apoptosis in 786-O cells by ROS-mediated activation of the MAPK signaling pathway and inhibition of the PI3K/Akt signaling pathway [145] . Additionally, carnosic acid, the major bioactive compound of Rosmarinus officinalis L., is reported to induce apoptosis via a ROS-related mechanism in RCC cells (Caki cells) [146] . Thus, several natural compounds have been reported to be associated with ROS-induced apoptosis in RCC cells. We suggest that further studies are necessary because the number of studies on RCC are lower than those on prostate cancer.
A variety of chemical agents have been reported to induce apoptosis via ROS-related mechanisms. For example, the anti-hepatitis drug, bicyclol (4,4 -dimethoxy-5,6,5 ,6 -bis(methylenedioxy)-2-hydroxymethy-L-2 -methoxy-carbonyl biphenyl, reportedly induces apoptosis and cell-cycle arrest, which depended on ROS production in RCC cells [147] . Furthermore, niclosamide, an anthelmintic drug, especially used for the treatment of tapeworm infection, can inhibit cell proliferation and induce apoptosis in RCC cell lines, and Wnt/β-catenin activities are associated with these anti-cancer effects [148] . The study also showed that niclosamide induces mitochondrial dysfunction, resulting in increased ROS levels [148] . These results support the possibility that existing therapeutic drugs for other diseases may be useful as new treatment strategies in patients with RCC. In fact, the combination of chloroquine and ABT-737, a small-molecule BH3 mimetic with very high affinity to Bcl-2, Bcl-xL, and Bcl-w, which induces apoptosis by inhibiting pro-survival Bcl-2 proteins and activating caspases, synergistically decreased RCC cell viability as compared to treatment with a single reagent, and the level of ROS was increased after treatment with ABT-737 and chloroquine [149] . On the other hand, sorafenib, a multikinase inhibitor approved for the treatment of advanced RCC, induces apoptosis by ROS production, and such ROS-dependent apoptotic processes are independent of caspase activities and Bcl-2 family proteins, including bax and bak; however, sorafenib-induced ROS accumulation mediates increased caspase-8 activation [150] . These findings may help to improve the anti-cancer effects of sorafenib-based therapy.
ROS negatively regulates cellular FLICE-inhibitory protein (c-FLIP) via proteasomal degradation, leading to the induction of apoptosis via the extrinsic pathway [151] . In RCC cells, the anti-cancer alkaloid, berberine, sensitized TRAIL-induced apoptosis, through the downregulation of c-FLIP in renal cancer cells [152] . Similarly, 6-shogaol, a potent bioactive compound in ginger, enhanced TRAIL-mediated apoptosis in Caki RCC cells, via ROS-mediated cytochrome c release and downregulation of c-FLIP expression [153] . Similar effects in Caki cells have been reported for thymoquinones-phytochemical compounds found in the plant Nigella sativa [154] . Thus, ROS can modulate apoptosis, through direct and indirect mechanisms, in RCC cells.
Apoptosis and ROS in Urothelial Cancer
Compared to prostate cancer and RCC, less information is available on regulators of ROS-induced apoptosis in urothelial cancer. Guizhi Fuling Wan, a traditional Chinese medicine, suppressed cell proliferation and induced apoptosis in bladder cancer cells, and the authors speculated that one possible mechanism underlying these effects is an increase in intracellular ROS, leading to the activation of the ATM/CHK2 and ATM/P53 pathways [155] . Furthermore, a high concentration of aristolochic acid, extracted from species of Aristolochia, induced cell death, partly via apoptosis, activated via increased ROS production [156] . In addition, dioscin, a natural steroid saponin, and thymol, a phenolic compound, triggered ROS-induced apoptosis in T24 bladder cancer cells [157] .
Regarding chemical agents, O2-(2,4-dinitrophenyl) 1-[(4-ethoxycarbonyl)piperazin-1-yl]diazen-1-ium-1,2-diolate (JS-K) suppressed cell proliferation and induced the apoptosis of bladder cancer cells, in a concentration-dependent manner, by increasing ROS levels [158] . Furthermore, 5-bromo-3-(3-hydroxyprop-1-ynyl)-2H-pyran-2-one has been reported to induce apoptosis, via the activation of caspases and increased ROS production [159] . Conversely, chloroquine reportedly induced ROS production and affected cell death in prostate cancer cells, but not in bladder cancer cells [160, 161] . Thus, the activity for ROS-induced apoptosis depends on the type of cancer.
Conclusions
This review mainly discussed the relationships between ROS and malignant potential in urological cancers. In particular, we paid special attention to the NOX family, angiogenesis, and apoptosis, which are key factors for carcinogenesis, tumor growth, and the cell dissemination of prostate cancer, renal cell carcinoma, and urothelial cancer. There is no general agreement on the overexpression of NOX family members in prostate cancer. On the other hand, the information on expression of NOXs in RCC and urothelial cancer is insufficient to draw definitive conclusions. However, NOX3 does not seem to play an important role in malignant aggressiveness in all urological cancers. Thus, readers may notice that the information on the pathological significance of oxidative stress is insufficient to discuss observations and treatment strategies based on ROS in urological cancers, especially in RCC and urothelial cancer. We emphasize that further investigations are necessary to understand the biological and pathological characteristics of urological cancers as vascular diseases. Once such detailed information is available, there is a possibility that the NOX family may provide useful predictive factors and/or potential therapeutic targets for patients with these types of cancer.
